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DRINKING WATER ANALY SIS COMPLETE!

RESULTS:

METHYL tert-BUTYL ETHER 3.4 ppb

ACETAMINOPHEN 13.8 ppb
CAFFEINE 1.8 ppb
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PORTABLE WATER QUALITY
INSTRUMENT

CROSS-REFERENCE TO RELATED
APPLICATIONS

This application 1s a continuation of U.S. patent applica-
tion Ser. No. 16/280,651, filed Feb. 20, 2019 (abandoned),
which 1s a continuation of U.S. patent application Ser. No.
14/198,163, filed Mar. 5, 2014, i1ssued as U.S. Pat. No.
10,254,229; which 1s a continuation in part of U.S. patent
application Ser. No. 12/589,365, filed Oct. 21, 2009, 1ssued
as U.S. Pat. No. 8,702,976; which 1s a continuation 1n part
of U.S. patent application Ser. No. 12/082,094, filed Apr. 7,
2008, 1ssued as U.S. Pat. No. 8,070,956; which claims the
benefit of U.S. Provisional Patent Application No. 60/912,
681, filed Apr. 18, 2007; all of which are incorporated by

reference.

STATEMENT OF GOVERNMENT SPONSORED
SUPPORT

This mnvention was made with Government support under
contact IIP-1058590 awarded by National Science Founda-
tion. The Government has certain rights 1n this imnvention.

FIELD OF THE INVENTION

The invention relates to flmd analysis. In particular, the
invention relates to a hand-held microfluidic analysis device
that can be used 1n remote applications.

Chemical mixture separation 1s important to many fields.
While a variety of approaches exist for chemical separations,
chromatography and electrophoresis are two of the most
commonly used analytical methods.

Chromatography 1s a set of laboratory techniques used to
separate constituents from a chemical mixture. Chromatog-
raphy 1s used 1n everything from water and food safety to
biotechnology and drug discovery. It i1s also a common
technique used 1n standard laboratory procedures and cut-
ting-edge scientific research, where liquid chromatography,
size-exclusion chromatography, athnity chromatography
and high-pressure liquid chromatography are traditionally
used.

In liquid chromatography, the unknown sample 1s dis-
solved 1n a liquid mobile phase, which 1s then over a
stationary phase. The analyte of interest remains with, or 1s
slowed by, the stationary phase, separating 1t from the
overall mobile phase mixture.

Liquid chromatography can be further divided by the
stationary phase, comprising three methods: 1on-exchange,
size-exclusion, and afhinity chromatography. In 1on-ex-
change chromatography, the stationary phase contains
charged functional groups, which interact with the charge on
the analyte. This charge will affect the migration time
through the chromatography system, separating the analyte
from the overall sample.

Si1ze-exclusion chromatography, or gel permeation chro-
matography, separates constituents based on size, passing
the mobile phase through a porous medium that only passes
particles below a certain size.

Aflnity chromatography 1s based on selective covalent
bonding with the mobile phase. For example, proteins or
polymers tagged with a specific linker can be 1solated with
the appropriate linker analogue.

General improvements 1n liquid chromatography have
increased the efliciency and resolution, leading to the more
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2

common description of high-pressure (or performance) 11g-
uid chromatography (HPLC). Such separations typically
require macroscopic volumes of material—the mobile phase
may be a few malliliters or more. Additionally, these sepa-
rations can take hours to process. And, even with these
drawbacks, the results are still rather crude single-monomer
polymer separation across a broad stripe of analytes 1s a
significant challenge.

An alternative to HPLC 1s electrophoresis, where charged
molecules are separated 1 an electric field. FIG. 1 shows a
prior art schematic illustration of electrokinetic tlows 100.
The electroosmotic 102 and electrophoretic 104 tflows of
particles 106 scale linearly with the electric field E by a
mobility factor p inside a channel 108, where the electric
field 1s created by a voltage supply 110 across the length of
the channel 108. The arrows are shown 1n opposite direc-
tions for illustration, where they may point 1 either direc-
tion depending on charges and maternial properties. This
separation of the components of a mixture of charged
molecules 1s an 1important scientific and technological pro-
cess, including analytical methods such as DNA sequencing
and preparative methods such as the purification of proteins.
Successiul separation of a mixture of polyelectrolytes by an
applied electric field according to charge or mass depends on
symmetry-breaking mechamisms between the driving force,
related to the electric field, and the friction offered by the
medium, such as a bufler solution with or without a matrix
such as a gel. Accordingly, if the drniving force and the
friction force scale the same way with charge or length, the
ratio of these quantities 1s then independent of charge or
length, and separation 1s not achieved. There are many ways
to achueve symmetry-breaking for polyelectrolytes such as
DNA, ranging from the use of gel matrices for sequencing
relatively short DNA fragments 1n a constant electric field,
to pulsed-field gel electrophoresis for separating large DNA
fragments, or to creating asymmetric molecules for separa-
tion 1n free solution.

There are multiple approaches to electrophoresis. Capil-
lary electrophoresis separates components within a glass
capillary. Here, the properties of microflmidic flow within
such a capillary improve efliciency and reduce separation
times. Known instruments can reduce the separation time to
30 minutes, while allowing the use of a few microliters of
matenal. For fields where matenals are expensive and rare,
such as drug discovery, capillaries offer tremendous benefits.

Furthermore, 1n the last few years, microfabricated cap-
illary electrophoresis devices have entered the market.
These devices ofler parallel processing with a few to dozens
of simultaneous separations. Microfabricated devices also
work with smaller sample sizes. These advantages are both
increasingly important in biotechnology, as many samples
are of limited material quantities. Commercial microfabri-
cated capillary electrophoresis systems are being used for
DNA sequencing, RNNA analysis, protein separations, and
even cell content studies.

The ability to separate a chemical mixture into constitu-
ents 1s absolutely necessary for all of analytical chemaistry.
Improvements in speed, quality, efliciency, or resolution of
separation techniques are necessary enhance the behind-the-
scenes laboratory work that ensures the quality of everyday
products. These products can be categorized 1n the fields of
pharmaceuticals, laboratory, environmental, food/beverage,
and academic. Each of these segments has a broad impact
across all of society, such as quality-control analysis, where
imported food products must be analyzed for hazardous
materials, or water and so1l must be measured for pollutants
before entering public consumption.
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Many liquid chromatography methods are used 1n envi-
ronmental analysis, such as water and so1l quality analyses,
where measuring organic compounds or mineral-content
levels 1n water 1s handled by experienced lab technicians
operating chromatography tools. These processes are expen-
sive and time-consuming. Nevertheless, the application of
chromatography 1n these fields 1s tremendous and pervasive.
Thus, the broader impact of new techmques to speed and
improve chemical separations 1s wide-ranging and 1mpor-
tant.

While recent electrokinetic separations have improved
separation speed and resolution for charged molecules over
traditional chromatographic techniques, such improvements
are still lacking for many particles including charged and
uncharged molecules.

Capillary electrophoresis provides improvements in speed
and resolution over LC. Furthermore, capillary electropho-
resis works eflectively 1n parallel systems and with micro-
scopic volumes. When molecules are uncharged, electro-
phoretic methods have been ineflective, the options for
separating such molecules are limited to older LC tech-
niques, such as size-exclusion or atlimity chromatography.

Uncharged polymers are important in many everyday
products. For example, poly(ethylene glycol) 1s used 1in a
multitude of medical applications: 1n laxatives, in skin
creams and eye drops, and for delayed protein drug delivery.
The polymer poly(vinyl alcohol) 1s used extensively in
products ranging irom children’s putty to adhesives. Fur-
thermore, under electrophoretic conditions, Iree-draining
coils, such as DNA, are eflectively uncharged as their
drag-to-charge ratio 1s uniform, where DNA will not sepa-
rate 1n an electric field without a symmetry-breaking mecha-
nism. Additionally, many proteins and peptides are eflec-
tively uncharged; electrophoretic separation of these
important biomaterials 1s not possible with additional pro-
cessing steps. As uncharged polymers are necessary com-
ponents ol everyday matenials, improved separations of
these materials will improve the safety and quality of these
products.

Accordingly, there 1s a need to develop hand-held low-
cost microfluidic separation device separating charged and
uncharged particles, where the method has broad applica-
tions 1 environmental, biotechnological, and chemical pro-
cessing. A further need exists for such a device that provides
detection resolution at the part-per-billion (ppb) level.

SUMMARY OF THE INVENTION

To address the needs 1n the art, a hand-held microfluidic
testing device 1s provided that includes a housing having a
cartridge receiving port, a cartridge for input to the cartridge
receiving port having a sample iput and a channel, where
the channel includes a mixture of Raman-scattering nan-
oparticles and a calibration solution, where the calibration
solution 1ncludes chemical compounds capable of interact-
ing with a sample under test input to the cartridge and the
Raman-scattering nanoparticles, and an optical detection
system 1n the housing, where the optical detection system 1s
capable of providing an illuminated electric field, where the
illuminating electric field 1s capable of being used for
Raman spectroscopy with the Raman-scattering nanopar-
ticles and the calibration solution to analyze the sample
under test input to the cartridge.

In one aspect of the invention, the chemical compounds
can 1include thiols, amines, silanes, polymeric particles,
metallic particles, crown esters, cysteamine, cystamine,

10

15

20

25

30

35

40

45

50

55

60

65

4

diethylaminethanethiol, mercaptopropionic acid, 1-propa-
nethiol, octanethiol, octyldecanethiol, polystyrene, 1ron, or
silica.
According to another aspect of the invention, the calibra-
tion solution comprises 1sotopes of the sample under test.
In a further aspect of the invention, the calibration solu-

tion comprises a chemical composition in the sample under
test.

BRIEF DESCRIPTION OF THE FIGURES

The objectives and advantages of the present mvention
will be understood by reading the following detailed
description 1n conjunction with the drawing, in which:

FIG. 1 shows a prior art schematic 1llustration of electro-
kinetic tlows.

FIG. 2 shows an electric double layer leading to elec-
troosmotic flow according to the present invention.

FIG. 3A shows a non-uniform flow channel geometry.

FIG. 3B shows x-velocity results from a finite element
analysis of the flow channel of FIG. 3A.

FIG. 3C shows y-velocity results from a finite element
analysis of the flow channel of FIG. 3A.

FIG. 4 shows numerical results on total polymer displace-
ment of different channel geometries according to the pres-
ent 1nvention.

FIG. § shows a schematic of a device having a long region
of undulary channels, coupled to inlet and outlet channels
according to the present ivention.

FIG. 6A shows a first step 1n a process for fabricating a
microfluid channel device.

FIG. 6B shows a second step 1n the process of FIG. 6A for
fabricating a microfluid channel device.

FIG. 6C shows a third step in a process of FIG. 6A for
fabricating a microfluid channel device.

FIG. 6D shows a fourth step 1n a process of FIG. 6 A for
fabricating a microfluid channel device.

FIG. 7 shows a schematic drawing of a polymer separa-
tion apparatus according to the present invention.

FIG. 8 shows a top view of one embodiment of the
microfluidic mixing device according to the present mven-
tion.

FIG. 9 shows a side cutaway view of a detection region
of the microfluidic device 1n FIG. 1 according to the present
invention.

FIG. 10 shows a top view of a detection region with a

liquid sieve at one end according to the present invention.

FIG. 11 A shows flexible microfluidic walls 1n an uncon-
stricted state.

FIG. 11B shows the flexible microfluidic walls of FIG.
11A 1n a constricted state.

FIG. 12A shows a top view of an alternative form of
nanoparticle delivery device.

FIG. 12B shows a cross section of the nanoparticle
delivery device of FIG. 12A.

FIG. 12C shows another view of the cross section of FIG.
12B with an applied electric potential.

FIG. 13A shows a front view of an analysis nstrument,
illustrating a screen to present information to the user and
buttons for user 1put.

FIG. 13B shows a bottom view of the analysis istrument
of FIG. 13A, illustrating a slot for inserting an analysis
cartridge.

FIG. 14 shows an example optical system contained
within the analysis instrument according to the present
invention.
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FIG. 15A shows a block diagram presenting subcompo-
nents of a system.

FIG. 15B shows a flow chart of the use of the system of
FIG. 15A.

FIG. 16 shows an example of data presented to the user
according to the present ivention.

FIG. 17A shows a top view of an analysis cartridge.

FIG. 17B shows and a side view of the analysis cartridge
of FIG. 17A illustrating a shell, chip base, chip lid, sealing
gasket, and protective film of the analysis cartridge.

FIG. 18 shows a hand-held microflmdic testing device
having a housing and cartridge, where the cartridge shows a
calibration solution 1n the channel, according to one embodi-
ment of the invention.

DETAILED DESCRIPTION OF TH.
INVENTION

L1

Although the following detailed description contains
many specifics for the purposes of illustration, anyone of
ordinary skill i the art will readily appreciate that many
variations and alterations to the following exemplary details
are within the scope of the mvention. Accordingly, the
tollowing preferred embodiment of the invention 1s set forth
without any loss of generality to, and without imposing
limitations upon, the claimed 1nvention.

A new technique for separating uncharged and charged
particles 1s provided, where the method has broad applica-
tions in environmental, biotechnological, and chemical pro-
cessing. An electrokinetic approach i1s provided for the
separation of uncharged polymers. Typically, uncharged
molecules, such as certain peptides, proteins, and commer-
cially important polymers, are not influenced by an electric
field, although they will iteract with a moving bufler
solution. When this moving bufler solution has a spatially
uniform velocity profile, the uncharged molecules will not
separate by length or size. Conversely, when the moving
butler solution has a non-uniform velocity profile, molecules
can be separated based on size.

While an electric field does not affect uncharged mol-
ecules directly, 1t does give rise to a bulk flow of a buller
solution. This bulk fluid movement past a stationary solid
surface, called electroosmosis, 1s due to the formation of a
charged double layer at the solid-liquid interface. FIG. 2
shows a schematic drawing of an electric double layer
providing electroosmotic flow 200. As shown a first charge
layer 202 1s fixed to channel wall surface 204, while the
opposite charges 206 remain mobile i solution 208. At
many liquid-solid interfaces, dissociated liquid 10ns, such as
water 1ons, will mteract with the solid surface, creating a
charged double layer 210, where an applied electric field
(not shown) 1s able to move the mobile 10ns 206 within the
double layer 210, dragging the bulk solution 208 and any
solvated molecules (not shown) along the microchannel 212.
The solution can be water, phosphate bu H

Tered saline, TTE
(0.5 M Tr1s, 0.5 M TAPS, 0.02 M EDTA) or any water-based
solution.

According to the current invention, non-uniform elec-
troosmotic flow provides separation of uncharged molecules
in free solution. The current invention uses the properties of
Brownian motion and how 1t affects the random motion of
small molecules more than large molecules. Specifically,
small molecules exhibit a higher probability of spending
time away from the center of a channel having non-uniform
clectroosmotic tlow than the large molecules, resulting 1n a
longer average path length for the small molecules and
contributing to a lower effective mobility. The current inven-
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tion provides a method of enabling large molecules to exit
the channel ahead of the small molecules, where the small
molecules have a longer travel time through the channel.
As stated, a non-uniform electroosmotic tlow 1s generated
by varying the channel geometry along the x-axis, resulting
in a distribution of velocities 1n the x-direction along the
y-axis. As a particle moves along the y-axis, away from the
center of the channel, the curved flow lines of the channel
walls result 1n longer path lengths. Because the smaller
molecules have a greater propensity to diffuse laterally,
s1ize-dependent separation occurs, where smaller molecules
tall behind the larger molecules within the solution as they
migrate along the column length. Conversely, the larger
molecules tend to spend more time along the center of the
channel and progress through the column at a faster rate.
FIGS. 3A-3C show channel geometry and flow diagrams
300 according to one embodiment of the invention. FIG. 3A
shows a non-uniform channel 302 having a narrow span 304

and a wide span 306, where a geometry parameter a 1s
defined as the ratio of the widest 306 to narrowest 304
regions. Shown 1n FIGS. 3B and 3C are x-velocity and
y-velocity results, respectively, from a finite element model.
Here, Navier-Stokes and momentum conservation equations
are used, and a force term 1s added due to the applied electric
field, where p 1s the fluid density, v 1s the velocity, u 1s the
viscosity, K 1s the Debye length, p 1s the pressure, € 1s the
dielectric constant, 1 1s the potential due to the electric
double layer, and ¢ 1s the applied potential, giving:

adv
E + (v V)v] —Vp+uViv +eeo K YV

V-.v=10

The total electric potential in the microfluid channel can
be described as the sum of the electric double layer potential
and the applied potential. The Debye-Hiickel approximation
1s used to simplily the expression for 1, allowing both
clectric potentials to be determined by Poisson’s equation.

A finite element analysis soitware package was used with
standard values for the density, dielectric constant, and
viscosity of water, plus the Debyve layer parameters €=-40
mV and k=1.13 um™'. The solution was discretized on a
400x400 grid, and introduced 1nto the polymer tlow solver.

To demonstrate the eflicacy of the current invention, the
flow pattern was generated on four geometries. The flow for
a=1.0, 1.9, 3.0, 4.1, and 7.0 were modeled, with each
respective geometry repeated periodically. For each geom-
etry parameter, the velocity was scaled at the channel center
to the value for a=4.1. A parameter of unity corresponds to
a constant flow rate across and along the entire channel, thus
corresponding to a uniform electroosmotic flow.

The polymer flow was modeled using an exemplary
discrete, worm-like chain model. The model consists of N
beads of radius a connected by N-1 springs. For N beads,
with positions r,, the equations of motion are given by:

+ N;(1)

N
= ) DiF;
i=1

This equation was solved directly by a second-order
Runge-Kutta method for stochastic diflerential equations.
All motion 1n the z-direction was set to zero. The force
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acting on each bead, I, has three components: the Stokes’
force from the moving fluid with velocity v, at the bead
position, and the inter-bead spring and bending potentials, as
provided in Volkel and Noolanda.

The fluid velocity was taken from the finite element
model, with linear interpolation from the output grid to the
particle coordinates. The constants from these equations are:
bond length, b=2a; persistence length, P=>5b; and spring
constant, h=100b. The terms Ni(t) are Gaussian-distributed
random numbers with zero mean and variance.

(NN (#) ) =2k, TD,d(t-1").

The N1 terms were calculated at each time-step using a
Cholesky decomposition. The self-diffusion terms of the
diffusion tensor are given by Volkel and Noolandi. For
bead-bead hydrodynamic interactions, the terms are given
by the Rotne-Prager approximation. For each geometric
parameter a, the strings were modeled at each of the lengths
=5, 10, 15, 20, 25, 30, and 40 beads.

The first observation 1s the final position of the polymers
as a function of length and geometry. Uniform flow (i.e.,
a=1) results 1n longer polymers traveling slightly less dis-
tance than shorter polymers. In contrast, as the geometry
parameter increases, the longer polymers travel farther, with
increasing separation based on length.

The position along the channel of representative polymers
1s 1llustrated 1n FI1G. 4 that shows numerical results on total
polymer displacement according to the current invention.
For each geometry parameter, the symbol indicates the final
position of the 5-bead string. While each geometry param-
cter results 1n the polymers moving different distances, the
polymers end 1n regions with approximately the same veloc-
ity 1n the x-direction. Three representative flow lines are
shown for a=4.1.

Note, 1n contrast to a uniform flow field, longer polymers
travel further than shorter polymers, and as the geometry
parameter increases, the travel distance between short and
long polymers increases.

Additional data illustrating the effects of polymer length
on displacement 1s presented in FIG. 4. For the largest
geometry parameter, the diflerence in distance between a
S-bead string and a 40-bead string 1s nearly 5%. This
difference contrasts with the uniform flow situation, where
the distance difference 1s close to zero.

The current mmvention provides a novel and powertul
technique for the separation of charged and uncharged
polymers. Capillary electrophoresis enables faster, more
accurate and smaller sample size analysis over high-pressure
liguud chromatography, but 1t only works with charged
molecules. The current invention, unlike capillary electro-
phoresis, provides analysis of both charged and uncharged
molecules.

Separation of uncharged polymers, where longer
uncharged polymers will travel further along a channel than
short uncharged polymers in non-uniform electroosmotic
flow, enables polymer discrimination to single monomer
resolution, according to the current invention. Single-mono-
mer resolution separation of a poly(ethylene glycol) mixture
1s of critical importance to commercialization; if the device
cannot separate the polymers with high resolution, the
usefulness decreases.

FIG. 5 shows a schematic of a device 500 having a long
region of undulary channels 502, coupled to at least one 1nlet
channel 504 and at least one outlet channel 506, according
to the present invention. Sample insertion channels 508 are
shown perpendicular to the inlet channel 504. A method of
using electrokinetics for separating particles 1n a bufler
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solution 1s provided by the current invention. The column
502 has a non-uniform internal longitudinal cross-section,
and the column can have a shape that can be linear, curved,
circular, or spiral. At least one main inlet 504 and at least one
main outlet 506 are provided, where the solution 1s input to
the main inlet 504 and output from the main outlet 506. At
least one sample inlet 508 and at least one sample outlet 510
are provided, where the particle (not shown) 1s introduced to
the column 502 from the sample nlet 508 and fractionated
samples are eluted from the sample outlet 510, whereby
quality control and further analysis are enabled. An electric
field 1s applied to the solution (see FIG. 7) in the column to
generate a charged double layer (see FIG. 2) at a solid-liquid
interface within the column, where the electric filed moves
ions within the double layer, and a non-uniform velocity
profile (see FIG. 3) 1s induced to the bufler solution, where
the moving 1ons carry the particles along the column and the
particles are separated according to size or charge.

According to one embodiment of the invention, the non-
uniform channel 502 internal longitudinal cross-section has
a generally counter undulating-shape profile, where the
counter undulation 1s between a first wall cross-section and
a second wall cross-section. The undulation can have a peak
to peak distance 1n a range from 1 um to 500 um. Further,
the undulation can have an undulation linear density ranging
from 0.05 peaks/um to 1 peak/um. Further, the undulation
first wall cross-section and the second wall cross-section
have a ratio, or value of a with a widest separation and a
narrowest separation that 1s greater than or equal to one.

In one exemplary aspect of the invention, the devices may
be fabricated from glass waters, such as Corning 7740. The
surface chemistry of microfabricated glass devices 1s similar
to capillaries, allowing the use of the same experimental
techniques as used 1n capillary electrophoresis work. Other
materials for electrophoresis can include molded plastic
parts or other transparent waters, such as quartz.

FIGS. 6A-6D show a process flow for fabricating a
microtluid channel device 600 according to the present
invention. In FIG. 6 A the process starts by providing a glass
waler 602 and applying a lithographic pattern photoresist
604 (see FIG. 6B) on the glass waler 602. The waters 062
are etched 1n a buflered oxide etch (see FIG. 6C), where the
etched regions provide microtluidics channels 606. This etch
1s 1sotropic, creating half-cylindrical channels 606. A dry
ctch would result 1n a rectangular cross-section, 1f that were
so required, according to one aspect of the invention. Access
holes 608 are provided 1n a second glass-capping waiter 610
(see FIG. 6D). Once the walers 602 are etched, the capping
waler 610 1s aligned and thermally bonded thereto, accord-
ing to one aspect of the invention. Unlike capillary electro-
phoresis, the current invention does not suppress electroos-
mosis, so internal channel coatings are unnecessary.

FIG. 7 shows a schematic drawing of a polymer separa-
tion apparatus 700 according to one embodiment of the
current invention. A high-voltage power supply 702 1s used
to drive the polymers (not shown) along the channel 704,
while a fluorescence microscope 706 records the fluores-
cently-labeled polymers as they pass. It should be under-
stood that there are numerous possible methods to 1dentily
and record the polymers within the apparatus, some
examples include fluorescence, Raman spectroscopy,
amperometry, color, or mass spectrometry which are embod-
ied 1n the current invention.

As an example operation, a polymer containing solution
1s introduced to the main undulary channel 704 (see FIG. 6
for example) from the side 1jection channel 708. A voltage
1s applied along the main channel 704, allowing the poly-
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mers to travel down the channel 704. A change in charge
may affect the flow rate, which can eflect the retention time.
By normalizing to the flow rate, a normalized retention time
becomes the same for each run. This information enables
quantitative measurement of polymer length based on transit
time, according to one aspect of the current invention. The
particles can have a particle size ranging from 1 nm to 500
L.

The current invention provides a microflumidic separation
device that 1s usetul for surface-enhanced Raman spectros-
copy (SERS) and other detection methods. Raman spectros-
copy 1n general provides a chemical signature for a com-
pound, but the Raman signal 1s generally too weak for
part-per-billion detection levels. However, when a metallic
nanoparticle that 1s smaller than the wavelength of light 1s
introduced into the sample, the i1lluminating electric field
will create surface plasmon resonances if there are free
clectrons 1n the nanoparticle, where the nanoparticle can be
gold, silver, or copper beads, for example. These oscillating
charges create an enhanced local electric field along certain
directions. This field results 1n a much stronger Raman
response. SERS experiments are often characterized by “hot
spot” regions. Here the SERS signal reaches single-mol-
ecule detection capabilities. These regions are most likely
due to nanoparticle to alignments that create even larger
clectric field enhancements.

Using SERS for analyte detection has been under study.
It 1s believed the large signal enhancement creates new
opportunities to measure very small concentrations: pico-
molar, femtomolar, and potentially even single molecules.
The challenge with SERS 1s creating an interaction between
the analyte and the metal surface. The highest-sensitivity
studies rely upon binding events to bring the molecules 1into
close contact. While very sensitive, this approach 1s limited
to measuring a previously decided set of analytes for which
the nanoparticles are prepared. The binding does not need to
be specific; for example, treatments with octadecylthiol have
been used successtully for SERS on planar substrates.

According to one aspect or the current invention, a
sensitive detection system incorporated 1n a portable device
1s provided. The invention includes packing sections along
a microfluidic separation channel with nanoparticles, for
example gold nanoparticles, at a high density. The invention
creates many hot spots simply through particle density. The
invention uses microfluidic delivery and narrow channel
geometries to trap signal-enhancing particles at a detection
location within a longer separation channel. Referring now
to the figures, FIG. 8 shows a top view schematic of a
microtluidic separation device 800 having a main channel
802 spanning from a flmd mnput 804 to a fluid output 806.
The microfluid separation device 800 includes at least one
sample loading port 808 connected to the main channel 802
by a sample loading to channel 810. Separation regions 812
are disposed down stream from the sample loading channel
810. The invention further includes at least one detection
particle loading port 814 connected to the main channel 802
by a detection particle channel 816. At least one detection
region 818 i1s disposed down stream from the detection
particle channel 816. As shown 1n the exemplary device of
FIG. 8, the main channel 802 1s intersected by two perpen-
dicular sample loading channels 810 to load the sample
under study into the main channel 802, while the detection
particle channel 816 1s for loading the nanoparticle markers
into the main channel 802.

FIG. 9 shows a side view of a detection region 818 of the
microtluidic mixing device 800 in FIG. 8 according to the
present invention. Proximal to the intersection of the detec-
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tion particle channels 816 and the main channel 802 are
geometric constrictions 900 that trap the nanoparticles 902
within the detection region 818. Further shown are arrows to
indicate the flow direction of the fluid within the microfluid
separation device 800. The fluid moves the nanoparticles
902 along the flow path to compact them within the detec-
tion region 818. The current invention relies purely on
proximity by creating a region densely packed nanoparticles
902. According to one exemplary structure of the invention,
tight packing density (close-packed spacing) predicts a
maximum volume ratio of 74% spherical nanoparticles for a
microtluidic channel region 818 that 1s 50 um 1n length and
has a 25 um width and depth, loaded with 40-nm gold
nanoparticles 902, this type of volume packing will have a
surface area nearly 700 times greater than the surface area of
the channel region. Furthermore, the narrow regions
between nanoparticles 902 with the non-linear path through
the matrix will increase interactions. The current invention
provides a sensitivity requirement ol detecting materials in
parts per billion.

In the base configuration of the current invention,
included 1s a main channel 802 with at least one crossing
sample loading channel 810 and at least one nanoparticle
loading channel 816, and the detection region 818. The
detection region 818 has geometric constraints 900 that
prevent particles 902 of a certain size from entering the main
channel 802 in either direction, or from continuing past the
detection channel 818. The nanoparticles 902 may be metal-
lic, such as gold, copper, silver, fluorescent particles, mag-
netic particles, particles having binding chemistry, latex
particle, polystyrene particles or quantum dots for surface-
enhanced Raman scattering. According to one aspect, the
particles are on the order of 10 nm to 10 um. The particles
902 may also be fluorescent beads designed to bind with an
analyte of interest for an ELISA-type signaling approach.
These particles can be loaded using any type of fluid driving
mechanism such as electroosmosis, electrophoresis, fluid
pressure, moveable wall pressure, undulary electroosmosis,
undulary electrophoresis, undulary fluid pressure or undu-
lary moveable wall pressure. Note that between the sample
input channel 810 and detection region 818 can be a sepa-
ration region 812 that isolates individual compounds (undu-
lary electroosmosis, electrophoresis, or chromatography)
before entering the detection region 818.

It should be apparent there are many geometries may be
used to create these detection regions 818. The constrictions
900 can occur 1n the vertical direction, reducing the size of
the detection region 818 from top to bottom. This approach
requires etching short depths or sacrificial layers. The con-
strictions 900 can also occur i1n the horizontal direction,
which would rely upon lithographic abilities to define the
narrowest gaps.

According to one aspect of the ivention, the Raman
signal can be further increased by using chemistries, both
non-specific and specific, to bind analytes to the nanopar-
ticles 902. With over a billion nanoparticles 902 1n each
detection region 818, along with multiple detection regions
818, a separation column 802 could hold a large number of
modified nanoparticles 902. For example, with five detection
regions 818, each holding two hundred different bindings,
this system 800 could detect one thousand compounds while
maintaining greater than five million nanoparticles 902 per
region.

FIG. 10 shows an alternate embodiment 1000 of the
invention, where the detection region 818 includes a sieve
material 1002 that allows the carrying fluid to continue
moving but stops the detection particles 902. For example,
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a molecular sieve will allow water to pass under pressure
through atomic level openings 1n the maternial, but will block
passage ol larger particles.

FIGS. 11A and 11B show another embodiment of the
invention 1100 that includes a reconfigurable detection
region. According to the current embodiment 1100 the main
channel 802 can be constructed from a flexible material,
such as silicone elastomers. If a bladder region 1102 was
placed 1n near proximity to the main channel 802, any
pressure applied to the bladder 1102 will expand into the
main channel 802, and provide a constricting region 900 to
the channel 802. This approach allows for detection regions
818 to be repeatedly created and released, thus allowing for
repeated use with different detection particles. It also allows
one generic design to use particles 902 of different sizes, as
the channel can be configured for any size constriction.

FIGS. 12A-12C show a further embodiment 1200 for
supplying particles 902 to a detection region. FIG. 12A
shows a top view of the current embodiment 1200 that
includes an annotation to indicate the centerline of the
cutaway views 1n FIGS. 12B and 12C. According to the
figures, a third dimension 1s considered. Here, the top
surface of the detection region 818 contains a {irst aperture
1202 that 1s large enough to pass particles 902 and a second
aperture 1204 that 1s smaller than the particles. When an
electric potential 1206 1s applied along the detection region
818, the fluid and particles 902 will flow out of the first
aperture 1202 by electroosmosis. The fluid will flow back
through the second aperture 1204, but the particles 920 will
not pass. This method creates local high density of particles
902 at the second aperture 1204.

According to one aspect the mvention 1s for use 1n the
ficld of water analysis. An exemplary system provides a
method and device for on-site, field-based analysis of aque-
ous samples. Existing water measurements require collect-
ing samples at a variety of locations, returming those samples
to a laboratory, and processing the samples to find constitu-
ents. The process 1s time-consuming and expensive, result-
ing in many contaminants never being considered.

The system according to the current invention allows
measurements on-site, providing analysis of hundreds or
thousands of analytes in one test. A technician collects a
water sample, processes that sample for analysis, and then
introduces the sample to the cartridge. The cartridge 1s
inserted into a housing, and appropriate analysis options are
chosen through the user interface. Optics and electronics
within the housing process the sample, analyze and measure
the water constituents, and provide specific, quantitative
teedback to the technician regarding all water contaminants.

The use of Raman spectroscopy, for example, provides a
specific fingerprint for a wide variety of compounds. Cou-
pling with additional optical and electrical measurement
techniques allows better, faster, and more accurate analysis.
The data resulting from the analysis provides information on
a large number of analytes, eliminating the need for tedious,
repetitive, expensive laboratory processing.

In some cases, users are interested 1n measuring one or
more contaminants. For example, o1l refineries are closely
regulated for certain heavy metals, such as selenium, mer-
cury, and lead. Agricultural users need to monitor the water
applied to crops to avoid microorganism contamination. In
one aspect of the mvention, the cartridge and housing are
modified for these specific measurements through selection
ol detection particles and optical measurement techniques.
These modifications speed analysis and improve sensitivity.

In another aspect of the mmvention an option for food
analysis 1s provided. Concerns continue to grow over con-
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tamination in our food supply. Food received from overseas
sources might not meet required standards; fruits and veg-
ctables can be contaminated with microorganisms such as £.
coli; consumers may have allergies to specific foods. The
housing and cartridge are modified to measure and report on
these food contaminants. The user dissolves a food sample
in a bufler solution before analysis. Instead of providing
specific quantitative feedback, the system provides a “go/
no-go” result indicating the presence of a contaminant of
concern.

FIG. 13A shows a front view of the analysis mstrument
1300, 1llustrating a screen 1302 to present information to the
user and buttons 1304 for user mput. FIG. 13B shows a
bottom view of the mstrument 1300, i1llustrating at least one
cartridge mput slot 1306 for inserting the analysis cartridge
(see FIG. 17).

FIG. 14 shows an example optical system 1400, contained
within the analysis mstrument 1300. Shown 1s a light source
1402, such as a laser, projecting a light beam 1406 passing
through a series of optics 1408 arranged as a beam expander
that 1s reflected into a dichroic optic 1410 to direct the
reference light beam 1411 into a spectrometer 1412 for
analysis in a monochrometer 1414 and recordation ina CCD
array 1416. The dichroic 1410 simultaneously directs the
signal light beam 1413 to the cartridge 1418 to gather a
signal from a sample 1n the cartridge 1418 and reflect the
signal along the beam path into the spectrometer 1412 and
CCD 1416 array for analysis.

FIG. 15A shows a block diagram presenting the system
subcomponents 1500. The mstrument provides a user 1nput
1502 for mputting samples, control agents, nanoparticles,
ctc. and selecting analysis options. The system further
includes a user output 1504 for outputting the samples,
control agents, nanoparticles, etc. and displaying, printing or
outputting system results. Control electronics 1506 monitor
system 1ntegrity and performance, operate the electric field
applied to the cartridge 1508, and operate the optical system
1510 that optically reads data from the cartridge 1508
according to the optical system 1510 as described above.
The control electronics 1506 digitize and process the optical
data, presenting the results to the user on an external
interface 1512. The control electronics 1506 and external
interface 1512 further provide connectivity with external
devices for data transfer, through various means such as
wireless or wired connections.

FIG. 15B. A flowchart illustrating system use that
includes placing the sample 1n the cartridge 1520, loading
the cartridge 1n the mstrument 1522, selecting the analysis
options and starts the analysis 1526 by the system 1500. The
analysis options can include expected contaminants, mea-
surement accuracy, or analysis time, plus sample 1nforma-
tion for data tracking, such as location, temperature, quan-
tity, user, or other test identification information. When the
system 1500 1s started, a calibration standard i1s injected
1528, then the sample 1s injected 1530 and the separation
flow 1s started 1532 and optical data and other date 1is
collected 1534, where separation flow 1532 and data col-
lection 1534 iteratively continue 1536 until completion. The
data 1s analyzed 1538 and the results are presented 1540.

FIG. 16 shows exemplary data 1600 presented to the user.

FIGS. 17A-17B. show top and side views of the analysis
cartridge 1700, respectively. FIG. 17A shows a top view
having at least one sample inlet 1702 and at least one sample
outlet 1704, 1n addition to at least one buffer inlet 1706 and
at least one builer outlet 1708. Further shown 1s at least one
detection material inlet 1710, at least one detection material
outlet 1712, at least one calibration standard inlet 1714, at
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least one calibration standard outlet 1716 and a detection
window 1718 disposed above the detection region of the
channel, as described above, where the analysis cartridge 1s
surrounded by a protective shell 1720. FIG. 17B shows a
side view of the analysis cartridge 1700 where the analysis
chip 1s surrounded by the protective shell 1720, that holds
chup base 1722, a chup Iid 1724, a sealing gasket 1726, and
protective film cover 1728.

According to another embodiment of the ivention, the
use of calibration standards 1s an important procedure for
chemical separations and chemical analysis. Calibration
standards provide a reference point against which data may
be compared to provide accurate quantitative results.

For example, in chromatographic separations, chemicals
with known retention times may be added to the solution
under analysis. As these chemical elute from the chromato-
graphic column, their elution time provides a scale against
which the elution time of unknown species may be com-
pared. Effectively, calibration standards provide a ruler for
calibrating the elution time.

Calibration standards are also useful as a ruler for signal
intensity. When a known amount of calibration standard is
introduced to a sample, the quantity of unknown materials
may be determined by comparing the measurement nten-
sity, often through ratiometric methods.

The current embodiment of the invention provides cali-
bration standards for chemical analysis using Raman spec-
troscopy and hand-held microflmdic testing devices. The
introduction of calibration standards at device manufactur-
ing or during analysis creates a powerful, quantitative
chemical analysis system. For example, one analytical
method that has been greatly hindered by a lack of repro-
ducibility and accuracy 1s surface-enhanced Raman spec-
troscopy. Surface-enhanced Raman spectroscopy relies
upon nanoscale metallic nanoparticles (1.e., markers) to
provide an amplified Raman response. The current embodi-
ment of the mvention provides for calibration standards that
greatly improve the reproducibility and accuracy of these
surface-enhancing nanoparticles.

FIG. 18 shows a hand-held microtluidic testing device,
according to one embodiment, that includes a housing
having a cartridge receiving port, a cartridge for input to the
cartridge receiving port having a sample input and a channel,
where the channel includes a mixture of Raman-scattering
nanoparticles and a calibration solution, where the calibra-
tion solution 1ncludes chemical compounds capable of inter-
acting with a sample under test input to the cartridge and the
Raman-scattering nanoparticles, and an optical detection
system 1n the housing, where the optical detection system 1s
capable of providing an illuminated electric field, where the
illuminating electric field 1s capable of being used for
Raman spectroscopy with the Raman-scattering nanopar-
ticles and the calibration solution to analyze the sample
under test mput to the cartridge.

In one embodiment of our invention, the calibration
standard 1s an 1sotope of the analyte under investigation. An
1sotope 1s a powerlul internal standard as it diflers from the
analyte only in the number of neutrons. The chemical
response and reaction will be nearly 1dentical to the analyte.
However, under many forms of spectroscopy, including
Raman spectroscopy, the isotope has a different spectrum.
Therefore, one can measure the analyte and 1sotope spectra
simultaneously, using ratiometric analysis to quantily the
unknown analyte.

An alternative embodiment relies upon an isotopic cali-
bration standard for a compound that 1s chemically simailar
to the analyte under study. For example, selenium and sulfur
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are chemically quite similar. A measurement of selenate may
rely upon the measurement of sulfate, of a selenate 1sotope,
or of a sulfate 1sotope as a calibration standard.

Another embodiment of our invention provides a calibra-
tion standard during manufacturing through modification of
nanoparticle marker chemaistry. Modifications of the marker
provide two advantages. First, the modification can be
chosen for analyte specificity using compounds designed to
interact only with the analyte under investigation. This
approach reduces interferences while increasing signal
strength. Second, the modification provides a well-defined
Raman signal that measures the signal enhancing capabili-
ties of the markers. This signal acts as a calibration standard.

In one aspect of the invention, the chemical compounds
can include thiols, amines, silanes, polymeric particles,
metallic particles, crown esters, cysteamine, cystamine,
diethylaminethanethiol, mercaptopropionic acid, 1-propa-
nethiol, octanethiol, octyldecanethiol, polystyrene, 1ron, or
silica.

According to another aspect of the invention, the calibra-
tion solution comprises 1sotopes of the sample under test.

In a further aspect of the invention, the calibration solu-
tion comprises a chemical composition 1n the sample under
test.

The present invention has now been described in accor-
dance with several exemplary embodiments, which are
intended to be illustrative 1n all aspects, rather than restric-
tive. Thus, the present invention 1s capable of many varia-
tions 1n detailed implementation, which may be derived
from the description contained herein by a person of ordi-
nary skill in the art. For example, the device may be
injection molded, constructed of elastomers, or processed
using semiconductor methods and materials. The channels
may contain curved segments to extend their lengths or may
have varying depths to encourage separation. The detection
particles could combine multiple signaling and binding
mechanisms, such as being magnetic and fluorescent to
enhance optical detection within a magnetic field. Example
channel shapes and sizes (heights, ratios), materials, elec-
trode configurations, carrier solutions, fabrication methods
can be varied without departing from the spirit of the
invention. All such variations are considered to be within the
scope and spirit of the present invention as defined by the
following claims and their legal equivalents.

We claim:

1. A hand-held microfluidic testing device comprising:

a. a housing, wherein said housing comprises at least one
cartridge receiving port;

b. at least one cartridge for iput to said at least one
cartridge receirving port, wherein said at least one
cartridge comprises at least one separation channel; and

c. an optical detection system 1n said housing, wherein
said optical detection system 1s disposed to analyze at
least one sample 1n said at least one cartridge,

wherein said separation channel comprises:

a. at least one channel having a varying geometry along
an x-axis, wherein said varying geometry 1s disposed to
provide a distribution of velocities along a y-axis of
said channel of a bufler solution moving 1n an x-direc-
tion;

b. a first sample channel region and a second sample
channel region, wherein a cross-section of said {first
sample channel region 1s smaller than a cross-section of
said second sample channel region;

c. a detection region comprising a {irst detection region
and a second detection region, wherein a cross-section
of said first detection region i1s larger than a cross-
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section of said second detection region and said second
sample channel region 1s connected to said first detec-
tion region; and

d. a marker input channel disposed to 1nput markers into

said second sample channel region, wherein said mark-
ers are larger than said cross-section of said first sample
channel region and said cross-section of said second
detection region, wherein said markers collect 1n said
first detection region.

2. The hand-held microfluidic testing device of claim 1,
wherein said at least one cartridge further comprises a
detection window, a detection inlet, a detection outlet, a
bufler inlet, a bufler outlet, a calibration inlet, a calibration
outlet, a sample inlet, and a sample outlet.

3. The hand-held microtiuidic testing device of claim 1,
wherein said markers have a size 1n a range of 10 nm to 10
L.
4. The hand-held microfluidic testing device of claim 1,
wherein said builer solution moves when subject to forces
selected from the group consisting of electroosmosis, elec-
trophoresis, fluid pressure, moveable wall pressure, undu-
lary electroosmosis, undulary electrophoresis, undulary fluid
pressure and undulary moveable wall pressure, wherein said
markers move according to movement of said buller solu-
tion.

5. The hand-held microfluidic testing device of claim 1,
wherein said markers are selected from the group consisting,
of gold particles, copper particles, silver particles, tluores-
cent particles, magnetic particles, particles having binding
chemistry, latex particle, polystyrene particles and quantum
dots.

6. The hand-held microfluidic testing device of claim 1,
wherein said second detection region comprises a sieve
structure having openings that are smaller than said markers.

7. The hand-held microfluidic testing device of claim 1,
wherein said detection region comprises tlexible material,
wherein said flexible material 1s operably disposed to form
said first sample channel region and said second detection
channel region.

8. The hand-held microfluidic testing device of claim 1,
wherein said optical detection system 1s selected from the
group consisting of Raman spectroscopy, UV/visible spec-
troscopy, near inirared spectroscopy, and laser-induced tluo-
rescence.

9. A method of using electrokinetics for separating par-
ticles 1n a bufler solution comprising:
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a. providing a chromatographic column, wherein said
column has a non-uniform internal longitudinal cross-
section;

b. providing at least one main inlet and at least one main
outlet, wherein said solution is mput to said main inlet
and output from said main outlet;

c. providing at least one sample inlet and at least one
sample outlet, wherein said particle 1s introduced to
said column from said at least one sample inlet and
fractionated samples are eluted from said at least one
sample outlet, whereby quality control and further
analysis are enabled;

d. applying an electric field to said builer solution 1n said
column to generate a charged double layer at a solid-
liquid mterface within said column, wherein said elec-
tric field moves 10ons within said charged double layer,
whereas a non-uniform velocity profile 1s induced to
said bufler solution, whereby moving ions carry said
particles along said column and said particles are
separated according to size or charge.

10. The method of claim 9, wherein said non-uniform
internal longitudinal cross-section comprises a generally
counter undulating-shape profile, whereby counter undula-
tion 1s between a first wall cross-section and a second wall
cross-section.

11. The method of claim 10, wherein said counter undu-
lation has a peak to peak distance, wherein said peak to peak
distance 1s 1n a range from 1 pm to 500 um.

12. The method of claim 10, wherein said counter undu-
lation has an undulation linear density ranging from 0.05
peaks/um to 1 peak/um.

13. The method of claim 10, wherein said counter undu-
lation first wall cross-section and said second wall cross-
section have a ratio of a widest separation and a narrowest
separation, wherein said ratio 1s greater than or equal to one.

14. The method of claim 9, wherein said column has a
shape selected from a group consisting of linear, curved,
circular, and spiral.

15. The method of claim 9, wherein said particles are
selected from a group consisting of uncharged particles and

charged particles.

16. The method of claim 9, wherein said bufler solution
1s selected from a group consisting of water, phosphate
buflered saline, TTE (0.5 M Tns, 0.5 M TAPS, 0.02 M
EDTA) and any water-based solution.

17. The method of claim 9, wherein said particles have a
particle size ranging from 1 nm to 500 um.
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